04/15/2003 13:00 FAX 415 904 6511 MC - SF Interoffice - ©004 



PATENT 

Attorney Docket No. MYCOLOGX-04875 



COMPLETE LISTING OF CLAIMS 
PURSUANT TO WAIVER OF 37 CFR § 1.21 



1-1 L (Canceled) 




12. (Currently amended) A method for the identification of a compound having 
the ability to inhibtf-a which inhibits microbial ketol-isomerase activity, comprising the 
sequential steps of: 



a) providing: 

i) a microbial ketol-isomerase, 

ii) fructose-6-phosphate, 

iii) glutamine, 

iv) glutamate dehydrogenase, 

v) meotinamide-ademne-dinucleotide,- 

vi) nitrb blue tetrazohum chloride, 

vii) phenazine methosulfate, and 

viii) a candidate compound; a&d 

b) preparing a first and a second reaction mixture, wherein said first 
reaction mixture comprises said microbial ketol-isomerase, said fructose- 
6-phosphate and said glutamine, and wherein said second reaction 
mixture comprises said microbial ketol-isomerase, said fructose-6- 
phosphate, jsaid glutamine and said candidate compound; 

c) exposing said first and second reaction mixtures to conditions whcroin 
said microbiol kotol - isomoraac io oapabl e of producing suitable for 
production lof glucosamine-6-phosphate and glutamate; 

d) inactivating said microbial ketol-isomerase in said first and second 
reaction mixtures : 

e) combining Isaid first and second reaction mixtures with said glutamate 
dehydrogenase, said nicotinamide adenine dinucleotide, said nitro blue 
tetrazolium chloride, and said phena2ine methosulfate under conditions 
whcroin said nitro bluo tofreusolium chloride is capable of yi e lding a 
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suitable for production of a chromogerjric product, wherein the quantity 
of said chromopenic product produced is proportional to activity of said 
microbial ketol-isomerase Qotivity ; 

f) comparing ketol-isomerase activities in said first and second reaction 
mixtures, and 

g) identifying a candidate compound having the ability t o inhibit said 
which inhibits microbial ketol-isomerase activity, wherein the microbial 
ketol-isomerase activity of said first reaction mixture is greater than the 
microbial k etol-isomerase activity of said second reaction mixture. 



13. (Original) The method of Claim 12, wherein said microbial ketol-isomerase 
comprises a crude microbial cell lysate, selected from the group consisting of fungal cell 
lysates and bacterial cell lysates. 



14. (Original) The method of Claim 13, wherein said crude microbial cell lysate is 
selected from the group consisting of Aspergillus cell lysates, Candida cell lysates, 
Cryptococpus cell lysates, Histoplasma cell lysates, Pneumocystis cell lysates, Rhizopus cell 
lysates, Saccharomyces cell lysates, Schizosaccharomyces cell lysates, Escherichia cell lysates, 
Staphylococcus cell lysates and Pseudomonas cell lysates. 

15. (Original) The method of Claim 12, wherein said inactivating step is selected 
from the group consisting of boiling and heating to 70°C 

16. (Original) The method of Claim 12, further comprising a clarifying step after 
the inactivating step, wherein sajid clarifying step is selected from the group consisting of 
centrifugation, filtration and a combination thereof. 

17. (Currently amended) The method of Claim 12, wber o in said compound has tbo 
ability to inisaba^-a microbial kcto l i r^ iu c r oso activity, and further comprising t es ting said 
compound which inhi bits said microbial ketol-isomerase activity, f or antimicrobial activity 
using a testing means. 
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18. (Original) The method of Claim 17, wherein said testing means comprises at 

* « ! 

least one method selected from the group consisting of agar diffusion assays, broth dilution 



assays, in vivo mouse candidosis 



assays, and in vivo mouse aspergillosis assays. 




19. (Currently amendpd) The method of Claim 12, wherein aoid compound 



prefe r entially inhibits said mt efeb i al k otol isomorase- -compared to a s econd k e tol - isomcrasc, 
and wher ein ooid method further comprises comprising the steps of: 



0j> 



i) 



providing; 



a second ketol-isomerase selected from the group consisting 



of plant kipjtol-isomerases and animal ketol-isomerases; and 
preparing^ third and a fourth reaction mixture, wherein said third 
reaction rriixture comprises said second ketol-isomerase, said fructose-6- 
phosphate|and said glutamine, and wherein said fourth reaction mixture 
comprises said second ketol-isomerase, said ficuctose-6-phosphate, said 



^tamiae^andrsaidreandidate-compoiindr 



J) 

k) 
1) 



exposing said third and fourth reaction mixtures to conditions wh e rein 
said socbJk koto l isomerase is capable of producing suitable for 



production 



mixtures, 
combining 



of glucosamine-6-phosphate and glutamate, 



inactivating said second ketol-isomerase jj\ ^id third and fourth reaction 



said third and fourth reaction mixtures with said glutamate 



dehydrogenase activ it y* , said n icotinamide adenine dinucleotide, said 

ill 

nitro blue jtetrazolium chloride, and said phenazine methosulfate under 



conditions 



wherein said nitro b l u o totrazolium chloride is capabl e of 



yielding suitable for production of a chromogenic product, wherein 



m) 



comparmg 
I 



p rodu c t i o n the quantity of said chromogenic product is proportional to 
the activity! of said second ketol-isomerase activity, 



gga& second ketol-isomerase activities in said third and fourth 



reaction n|ipctures f and 
identifying ja compound which preferentially inhibits said microbial 
ketol-isomferase activity compared to said second ketol-isomerase 



activity. 
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ethod of Claim 19, wherein said animal ketol-isomerases are 



21. (Original) The ijpthod of Claim 20, wherein said mammahan ketol-isomerases 
are selected from the group cotsisting of rat ketol-isomerases and human ketoJ-isomerases. 

f 

22. (Original) The mjethod of Claim 19, wherein said second ketol-isomerase 
comprises a cell lysate. 



23. (Original) The method of Claim 19, wherein said second ketol-isomerase is 
purified- 

24. (Original) The njethod of Claim 19, wherein said second ketol-isomerase is a 
-reeambinanHEetol=isomeraser 



25. (Original) The method of Claim 24, wherein said recombinant ketol-isomerase 
is a recombinant human ketol-i 



ispmerase. 



26. (Original) The method of Claim 19, wherein said inactivating step is selected 



from the group consisting of bc i 



the inactivating step, wherein s; 
centrifugatlon, filtration and a c<p 



g and heating to 70°C. 



ilini 



27. (Original) The i|i5thod of Claim 19, further comprising a clarifying step after 



i clarifying step is selected from the group consisting of 
bination thereof. 



28. (Currently amended) The method of Claim 19, wher e in said compouad 
proforcmtially inhibits said mieTobial kctol - isomcraso activity compared to a second - kctol - 
iflomoraso activity, and further eorhprising testing said compound which preferentially inhibits 
said micr obial ketol isomerase activity, for antimicrobial activity using a testing means. 
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l 



29. (Original) The method of Claim 28, wherein said testing means comprises at 



|pe group consisting of agar diffusion assays, broth dilution 
" assays, and in vivo mouse aspergillosis assays. 



30. (New) A methocijfor identification of a compound which inhibits ketol- 



isomerase activity, comprising the 'steps of: 



a) providing 



i 



i) 
ii) 
iii) 
iv) 
v) 
vi) 
-vnj" 



a H^P 16 ^^^prising a ketol-isomerase, 
lJtose-6-pliosphate, 
jtamine, i 
tamate dehydrogenase, . 

' | i 

itinamide adenine dinucleotide, 
edox-sensitive chromogehic substrate, 



p%iazinenmethDSu]fateraiid- 



viii) a 
preparing 



said glul 

sample, 

compound 



ididate compound; : 

first and a second reaction mixture, wherein said first 



reaction taljxture comprises said sample, said fructose-6-phosphate and 



ie, and wherein said second reaction mixture comprises said 

i 

Id fhictose-6-phosphale, isaid glutamine and said candidate 



c) 
d) 



exposing (siaid first and second reaction mixtures to conditions suitable 
for produjjfion of glucosamine-6-phosphate and glutamate; 

said ketol-isomerase in said first and second reaction 



lnactivai 
mixtures; 
combini 
dehydrog] 
salt, and 
productioj 
chromogi 
isomerasi 
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f) measurinMthe amount of said chromogenic product is said first and 




second 

31, (New) The m 
spectrophotometry analysis. 

32. (New) Therm 
group consisting of a fungal 



33. (New) Themeta 
selected from the group co] 
recombinant ketol-isomerase 





-(-New)-Tke-meth StS-of-Cl 



-34, 

substrate is nitro blue tetrazoliuli l 



metM d 



35, (New) The 
substrate is selected from the 
2H-tetrazolium bromide and 
methoxy-6-nitro)benzenesulfoni I 

36. (New) A kit for 
activity, comprising: 

a) fructose-^ 
b) 
c) 
d) 
e) 
f) 
g) 
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tion mixtures. 



of Claim 30, wherein' said measuring is accomplished by 



of Claim 30,; wherein! said sample is selected from the 
>Ie 3 a bacterial, sample, ! an animal sample and a plant sample, 

d of Claim 30, wherein; said ketol-isomerase is in a form 
of a crude cell lysate, : a purified ketol-isomerase and a 



laim-3Gr wherein said redox=sensrtiv r e^romog^ic~ 
chloride. \ 



of Claim 30, wherein! said redox-sensitive chromogenic 
up consisting of 3-(4 ? 5-dimethyl-2-thiazolyl(-2 s 5-diphenyl- 

3 5 3-[(phenylamino)Qarbonyl]-3,4-tetrazolium-bis(4- 
acid hydrate. 

i 

i i 

ientification of a compound which inhibits ketol-isomerase 

I 
i 

1 1 

phosphate, j 



lehydrogenase, 

■ ' 

.e adenine dinucleotide, ] 

*i 

sensitive chromogenic substrate, 
ethosulfate, and 

for testing whether a candidate compound inhibits ketol- 
ictivity. 



7- 
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37. (New) The kit 
substrate is nitro blue tetrazolii 



38. (New) The kit 
substrate is selected from the 
2H-tetrazolium bromide and sen 
methoxy-6-nitro)benzeDesulfoi 



39, (New) The kit 
isomerase, wherein said sample 
bacterial, sample, an animal s; 



c c Claim 35, further comprising a sample comprising a ketol- 
1 3 selected from" the groiip consisting of a fungal sample, a 
ile and a plant sample. 1 ' 



lat X r 



40. (New) The kit qS C) 



ketol-isomerase. 
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■ i\ 

Claim 35, wherein said redox-seositive chromogenic 
chloride, )■ 



Claim 35, wherein said redox-sensitive chromogenic 

: ' J' 

up consisting of 3-(4,5-|dimethyl-2-thiazolyl(-2,5-diphenyl- 

3 ? 3-[(phenylamino)^arbonyl]-3,4-tetrazolium-bis(4- 
acid'hydrate. .;: 



!)aim 39, wherein sdd ketol-isomerase is in a form selected 
sra-ptuified-ketal=isoinerase anxi^rr^rnMnanr 
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